Materials and Methods:
Lipid Extraction:
Lipids were extracted from 30 µL of a mitochondrial pool. Then, 190 µL of methanol was added to each sample and the sample vortexed for 20 s. 380 µL of DCM was then added followed by 20s of vortexing. For phase separation, 120 µL of water was added to the sample, vortexed for 20s and the sample allowed to sit at room temperature for 10 minutes. The lipid layer (bottom layer) was then pipetted out and the solvent dried down under vacuum. Prior to LC-MS analysis the lipid extract was re-constituted in 300 mL ACN/IPA/H2O (65:30:5 v/v/v) containing PG(17:0/17:0) at a concentration of 2.5 μg/mL.
LC-MS Analysis:
Lipid extracts were separated on an Ascentis Express C18 2.1 x 150 mm 2.7µm column (Sigma-Aldrich, St. Louis, MO).Separations were done on a binary solvent system whereby mobile phase A consisted of ACN:H2O (60:40), 10 mM ammonium formate, 0.1% formic acid and mobile phase B of IPA:ACN (90:10), 10 mM ammonium formate, 0.1% formic acid. A flow rate of 260 µL/min was used for the analysis and the column and sample tray was held at 55 ºC and 4 ºC, respectively. Full scan MS spectra in the negative mode were acquired in the high resolution mode (a resolution of 60k), and a 2 Hz scan speed.
MS analysis was performed on an Exactive Benchtop Orbitrap Mass Spectrometer (Themo Fisher, San Jose, CA) equipped with a heated electrospray ionization (HESI-II) probe. In both the positive and the negative ionization modes, the heated capillary temperature was held at 250 °C, the sheath gas flow was set to 30 units and the auxiliary gas was set to 20 units. The spray voltage was set to 3.8 kV in the negative mode and 4 kV in the positive mode.
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Results and Discussion: A: Analysis of PC(36:4) with 10 mM deuterated formate (98% deuterated) and 0.1% protiated formic acid. The protiated form of the PC is observed at ~50% of the deuterated form.
B:
Analysis of PC(36:4) with 10 mM deuterated formate (98% deuterated) and 0.1% deuterated formic acid (98% deuterated). The protiated form of the PC is observed at ~0.5% of the deuterated form.
